• 



Hybridization probe for third leucine rich 
repeat region 

Hybridization probe for fourth leucine rich 
repeat region 

Hybridization probe for EGF repeats one to 
five 

Hybridization probe for the sixth EGF repeat 
and preceding spacer region 

Hybridization probe for the 99aa spacer/G- 
loop region 

Hybridization probe for EGF repeats seven 
to nine 

Hybridization probe for the cysteine knot 
region 



SEQ ID NO:01, nucleotides 1504-2166 



SEQ ID NO:01, nucleotides 2167-2751 



SEQ ID NO:01, nucleotides 2752-3327 



SEQ ID NO:01, nucleotides 3328-3461 



SEQ ID NO:01, nucleotides 3462-3987 



SEQ ID NO:01, nucleotides 3988-4341 



SEQ ID NO:01, nucleotides 4342-4575 



Table 6. PCR Primers for regions of Human Slit. 

PCR Primers for first leucine rich Forward: SEQ ID NO:0 1 , nucleotides 82- 1 1 1 
repeat region v Reverse: reverse complement of SEQ ID NO:01, 

nucleotides 799-828 



PCR Primers for second leucine 
rich repeat region 

PCR Primers for third leucine 
rich repeat region 

PCR Primers for fourth leucine 
rich repeat region 

PCR Primers for EGF repeats 
one to five 



Forward: SEQ ID NO:01, nucleotides 829-858 
Reverse: reverse complement of SEQ ID NO:01, 
nucleotides 1474-1503 

Forward: SEQ ID NO:01, nucleotides 1504-1533 
Reverse: reverse complement of SEQ ID NO:01, 
nucleotides 2137-2166 

Forward: SEQ ID NO:01, nucleotides 2167-2196 
Reverse: reverse complement of SEQ ID NO:01, 
nucleotides 2722-2751 

Forward: SEQ ID NO:01, nucleotides 2752-2781 
Reverse: reverse complement of SEQ ID NO:01, 
nucleotides 3298-3327 
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PCR Primers for the sixth EGF 
repeat and preceding spacer 
region 

PCR Primers for the 99aa 
spacer/G-loop region 

PCR Primers for EGF repeats 
seven to nine 

PCR Primers for the cysteine 
knot region 



Forward: SEQ ID NO:01, nucleotides 3328-3357 
Reverse: reverse complement of SEQ ID NO:01, 
nucleotides 3432-3461 

Forward: SEQ 1:01, nucleotides 3462-3491 
Reverse: reverse complement of SEQ ID NO:01, 
nucleotides 3958-3987 

Forward: SEQ ID NO:01, nucleotides 3988-4017 
Reverse: reverse complement of SEQ ID NO:01, 
nucleotides 4312-4341 

Forward: SEQ ID NO:01, nucleotides 4342-4371 
Reverse: reverse complement of SEQ ID NO:01, 
nucleotides 4546-4575 



Leucin 
present^ 

p res ence 



eucin& rich repeats (LRR&) are predicted by comparison with known proteins 

l^utiie nek cpr*. fiW-^„T , 

of the norc i j o qiir n ff ru. y T f ^ ^ P ^ iWiriv ^ i X NT g iT i tTT > 7rTr?rrrfTrT ; ivncrn v ivr my-fti m iiir. ii 



and by the 

H j Qqnrn fl o;. y . y^ Hi « »l y x L ra l rt r t- rtrTrrrrhrr i ; ivnr r n v ivr in j .iminn'.ii id' In slit 
proteins, the LRRs are flanked by conserved sequences referred to as the amino- and carboxy- 
flanking regions. These flanking regions are found in other known proteins, but only in a few 
instances are both the amino- and carboxy- flank regions present in a single protein. ¥b^ amuio41^ k 
reg ion is ffcfifH^- fry th^ r^nrpn^™^^** 3 *^ 1 ^r^MnrvxYnj p Ay](*Pyy ryPvdttir whnmw s 

n ny amin ^ flrif| , Jj f j rfip eam l r i s i v nri nMr , i mmhr r of amin o . :icid sL and tt H S -a ^ r yri m phobii re scue- 
J-mxzgr p.AQft inHirat PB a r pgiHn a- ifl not h i ghly r.nnsp , rw.H nt n piHtiniilnr pn r itinn. The, onrhoxy f ln nk * 

r egion is defined by the eon senstrs: 

■4 ^QyCxa[ J ^x]Wa[H - 26x]RCxxPxxxx^ io W or-a 

hydrOr hr>K ^ reeirhi^ . jy. finrM ^nH n ir n hyHrnphnhi n rnrirhift F.piHfipnaLgiAiw l l i -T j i t in (ISffiF ) 

^p oats-afo-pro d icted - by the consensus; CxxxxCxngxC[6-9x]axCxCx x GaxGxxCxx-xxxx ; The so 
called "99aa spacer" is actually -200 amino acids in the Drosophila protein and 174 amino acids in 
Human Slit- 1 . This region shows homology to the G-loops of laminin A chains. 

Cysteine knots are dimerisation domains defined by the presence of six cysteine residues 
between which disulphide bridges form. The only absolutely conserved residues are the six 
cysteines, and spacing between them is highly variable, apart from between cysteines 2 and 3, and 5 
and 6/GE&jfi fr L ■ gx -] G^6 [' Xj€W€^ 6. The glycine between cysteines 2 and 3 is only present in a 
subset of cysteine knots. Drosophila slit and Human slit- 1 both have an extra cysteine after cysteines 
5 and 6: this may serve as an intermolecular bond. Human Slit-1 gene displays the overall structure 
of the Drosophila gene, and amino acid conservation is found along the entire length of the protein 
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(48% homology at the amino acid sequence excluding the signal sequence; see below). The Human 
gene has an extra LRR between LRR2 and LRR3 of the first set of LRRs; in the third set, the Human 
gene has an extra LRR between LRR3 and LRR4. The Human gene has two extra EGF repeats, on 
either side of the seventh EGF repeat in Drosophila slit. 

Isolation of Human slit- 1 

Searching of the EST database revealed an EST, abl6gl0.rl, with homology to the 99aa spacer 
region of Drosophila slit. This EST was used to probe a Human fetal brain library (Stratagene), and 
clones for Human slit- 1 were isolated. 
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Features of Human Slit Predicted Protein 
Signal sequence 
First amino-flanking sequence 
First set of Leucine Rich Repeats 
First carboxy-flanking sequence 
Second amino-flanking sequence 
Second set of Leucine Rich Repeats 
Second carboxy-flanking sequence 
Third amino-flanking sequence 
Third set of Leucine Rich Repeats 
Third carboxy-flanking sequence 
Fourth amino-flanking sequence 
Fourth set of Leucine Rich Repeats 
Fourth carboxy-flanking sequence 
First EGF repeat 
Second EGF repeat 
Third EGF repeat 
Fourth EGF repeat 
Fifth EGF repeat 
Spacer 



SEQ ID NO:02, residues 7-24 

SEQ ID NO:02, residues 28-59 

SEQ ID NO:02, residues 60-179 (6 repeats) 

SEQ ID NO:02, residues 180-276 

SEQ ID NO:02, residues 277-308 

SEQ ID NO:02, residues 309-434 (5 repeats) 

SEQ ID NO:02, residues 435-501 

SEQ ID NO:02, residues 502-533 

SEQ ID NO:02, residues 534-560 (5 repeats) 

SEQ ID NO:02, residues 661-722 

SEQ ID NO:02, residues 723-754 

SEQ ID NO:02, residues 755-855 (4 repeats) 

SEQ ID NO:02, residues 856-917 

SEQ ID NO:02, residues 918-952 

SEQ ID NO:02, residues 953-993 

SEQ ID NO:02, residues 994-1031 

SEQ ID NO:02, residues 1032-1071 

SEQ ID NO:02, residues 1072-1 109 

SEQ ID NO:02, residues 1110-1116 
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Sixth EGF repeat SEQ ID NO:02, residues 1 1 17-1 153 

"99aa spacer" SEQ ID NO:02, residues 1 1 55- 1 329 

Seventh EGF repeat SEQ ID NO:02, residues 1 330- 1 366 

Eighth EGF repeat SEQ ID NO:02, residues 1 367-1404 

Nineth EGF repeat SEQ ID NO:02, residues 1405- 1447 

Cysteine knot motif SEQ ID NO:02, residues 1448- 1 525 

Amino acid identity between Drosophila and Human Slit- 1 

First ammo-flanking sequence 53% 

First set of Leucine Rich Repeats 52% (54%, 67%, NA, 38%, 54%, 50%) 

First carboxy-flanking sequence 42% 

Second amino-flanking sequence 50% 

Second set of Leucine Rich Repeats 60% (54%, 58%, 67%, 7 1 %, 50%) 

Second carboxy-flanking sequence 62% 

Third amino-flanking sequence 56% 

Third set of Leucine Rich Repeats 49% (46%, 46%, 42%, NA, 58%) 

Third carboxy-flanking sequence 36% 

Fourth amino-flanking sequence 53% 

Fourth set of Leucine Rich Repeats 48% (25%, 58%, 46%, 63%) 

Fourth carboxy-flanking sequence 63% 

First EGF repeat 34% 

Second EGF repeat 46% 

Third EGF repeat 46% 

Fourth EGF repeat 35% 

Fifth EGF repeat 47% 

Spacer 22% 

Sixth EGF repeat 40% 

"99aa spacer" 38% 
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